Introduction {#S1}
============

Production of a potent cytotoxin named Shiga toxin (Stx) ([@B211]) is a virulence hallmark of STEC ([@B151]). Within STEC, Enterohemorrhagic *Escherichia coli* (EHEC) is a subset comprised of highly pathogenic strains, such as the O157:H7 serotype. Since its first association with human disease ([@B218]; [@B160]; [@B180]), this once rare serotype now exists globally, and has become a public health threat for severe and widespread foodborne outbreaks. This particular lineage is the dominant causative agent of STEC outbreaks in the United States between 2007 and 2018^[1](#footnote1){ref-type="fn"}^ ([@B135]; [@B162]; [@B166]; [@B64]), and no vaccines and only a limited arsenal of therapeutic or preventive countermeasures are available ([@B150]). Similarly, the sorbitol fermenting (SF) O157:NM strains, that carry the H7 antigen genes, but are non-motile (NM), are a recognized pathogen that has caused many severe outbreaks in the EU ([@B62]). The ability to induce cellular damage leading to disease in humans depends on numerous virulence factors, though the most prominent is Stx, encoded on mobile temperate Stx-converting bacteriophages (Stx-phages) ([@B83]; [@B183]; [@B9]; [@B104]). Stx~2a~ is the most cytopathic subtype produced by this lineage, and has been associated with severe infections in humans ([@B207]; [@B158]; [@B69]; [@B173]). The 70-kDa toxin acts as a protein synthesis inhibitor ([@B139]), causing cytopathic effects in renal endothelial cells ([@B101]; [@B179]; [@B206]; [@B15], [@B16]; [@B112]). Stx is especially toxigenic to renal cells, which express the Stx-receptor globotriaosylceramide or Gb3 ([@B47]; [@B190]; [@B88]; [@B131]; [@B138]; [@B150]; [@B210]; [@B159]). Stx-phages are comprised of highly diverse entities ([@B142]; [@B146]; [@B70]; [@B193]; [@B104]; [@B188]) and their genome plasticity has been implicated to directly, or indirectly, alter Stx production ([@B142]; [@B216]; [@B147]; [@B212]; [@B152]; [@B229]). The toxigenic conversion through acquisition of Stx-phages or their secondary loss are recurring events in the STEC group ([@B238]; [@B106]). In the evolution of O157:H7, the acquisition of Stx-phages by *stx*-negative ancestral progenitors ([@B153]; [@B238]; [@B40]; [@B42]; [@B121]) occurred at various stages as described in the stepwise evolution model ([@B61]; [@B221]; [@B114]; [@B170]; [@B85]; [@B106]). Carriage of Stx-phages has far-ranging evolutionary implications in the emergence, persistence, and dissemination of *stx* genes within and across STEC pathovars and prophages make up a significant portion of the EHEC O157:H7/NM chromosome resulting in widespread genetic mosaicism ([@B155]; [@B9]; [@B72]; [@B104]). A single strain may carry multiple and different Stx-phages ([@B172]). The loss of Stx-phages can occur via induction, during infection, or even routine culturing of bacterial strains ([@B24]; [@B63]). Stx (−) strains have been observed in both NSF O157:H7 and SF O157:NM serogroups ([@B58]; [@B136]; [@B66]; [@B23]; [@B197]; [@B208]; [@B214]), and other STEC ([@B24], [@B23]; [@B205]; [@B14]). Stx (−) strains are attenuated and also likely impacted in their overall bacterial fitness. Beyond the anthropomorphic view of Stx as key virulence factor in human STEC pathogenesis, the carriage of Stx-phages has been associated with toxin-dependent killing of predators ([@B97]; [@B49]; [@B196]; [@B163]; [@B108]; [@B123], [@B122]; [@B131]; [@B198]), altered acid resistance, motility and metabolism ([@B168]; [@B200]; [@B215]; [@B177]; [@B17]). However, we note their ability to potentially (re-)acquire Stx through Stx-phage infection ([@B137]). In this study, we applied LRT technology ([@B102]; [@B3]) and provide closed genomes and comprehensive phylogenomic analyses for representative Stx (−) NSF O157:H7 and SF O157:NM strains in our collection that tested negative for *stx*, or were cured of their Stx-phage inventory in our laboratory.

Materials and Methods {#S2}
=====================

Strains and Characterization {#S2.SS1}
----------------------------

A collection of 12 Stx (−) NSF O157:H7 and SF O157:NM strains of global origin was assembled, along with three laboratory-cured Stx (−) strains. Strains were isolated from different sources, including clinical cases, the animal reservoir, and produce. Except for SF O157:NM, most O157:H7 strains do not ferment sorbitol due to frameshifts in the *srlA* and *srlE* components of the glucitol/sorbitol-specific phosphotransferase system ([@B221]). Coded by the *uidA* gene, β-glucuronidase (GUD) is an inducible enzyme produced by most generic and pathogenic *E. coli*, except for O157:H7. *E. coli uidA* features both SNP and frameshift mutations but the loss of GUD production in O157:H7 is caused by a frame-shift mutations in *uidA* (+686 GG) ([@B60]; [@B144]). Both of these phenotypes were key components in the development of the stepwise O157:H7 evolution model. For this reason, we specifically selected isolates that either exhibited or were negative in these metabolic phenotypes. Strain-associated metadata can be found in [Supplementary Table S1](#TS1){ref-type="supplementary-material"}. Isolates were cultured on CHROMagar-STEC and screened for the O157 antigen with the *E. coli* O157 Latex Test Kit (Thermo Fisher). The presence or absence of *stx* genes was determined by PCR ([@B182]) using GoTaq Green Master Mix (Promega) in a 25 μl reaction volume. O157:H7 strains that tested negative for *stx* genes were selected for complete genome sequencing.

Genome Sequencing, Assembly, and Annotation {#S2.SS2}
-------------------------------------------

Strains were cultured in lysogeny broth (LB) medium (Thermo Fisher Scientific, Asheville, NC, United States) overnight at 37°C in a shaker. Total genomic DNA was extracted using the QIAamp DNA Mini Kit (Qiagen, Inc., Valencia, CA, United States) according to the manufacturer's instructions. Nine isolates were sequenced to closure using long-read PacBio RS II technology ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). Genomic DNA was sheared into 20-kb fragments using g-TUBE (Covaris, Inc., Woburn, MA, United States). The library was prepared based on the 20-kb PacBio sample preparation protocol and sequenced using P6/C4 chemistry with either one, two or three single-molecule real-time (SMRT) cells with a 240-min collection time. The continuous long-read data were *de novo* assembled using the PacBio hierarchical genome assembly process (HGAP version 3.0) ([@B38]) with default parameters in SMRT Analysis v2.3.0, including consensus polishing with Quiver ([@B38]). In addition, some strains were sequenced using the short-read Illumina MiSeq platform ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). For Illumina sequenced isolates, a paired-end library was prepared using the NxSeq AmpFREE Low DNA Library Kit (Lucigen) with 250-bp read length and sequenced using the MiSeq Reagent kit v2 500-cycle (Illumina), following the manufacturer's guidelines. Illumina fastq reads were trimmed and quality controlled with FastQC ([@B6]) and Trim Galore ([@B103]). Illumina reads were *de novo* assembled with SPAdes in the careful mode, which includes realignment ([@B11]). Resulting contigs were QC-filtered based on size (=\<1 kb) and coverage (\>=10×). Illumina reads were further used for error-correction of PacBio-only assemblies with Pilon ([@B217]). Resulting assemblies were QCed with QUAST ([@B79]; [@B141]). The chromosomal and plasmid origins of replication^[2](#footnote2){ref-type="fn"}^, *oriC* and *repA* ([@B71]; [@B125]), were determined prior to annotation through the NCBI Prokaryotic Genome Annotation Pipeline (PGAP) ([@B204]).

Serotype, Clade, and MLST Classification of Stx (−) NSF O157:H7 and SF O157:NM {#S2.SS3}
------------------------------------------------------------------------------

To confirm the serotyping results of the *E. coli* O157 Latex Test Kit (Thermo Fisher), *in silico* serotyping was performed as described ([@B87]). Clade typing was performed as originally defined by [@B128]. Clades and subgroups were assigned by *in silico* interrogation of the allelic status of 89 core genome (cg)SNPs in the assembled genomes using a custom workflow on Galaxy ([@B75]; [@B77]), which is informed by eight definitive polymorphic positions ([@B167]; [@B231]). The multilocus sequence types (MLST) of NSF O157:H7 and SF O157:NM cultures from our strain collection and the genomes of similar strains retrieved from GenBank were determined *in silico* with the Achtman MLST scheme, which determined the Sequence Type (ST) based on alleles in seven housekeeping genes ([@B223]). Respective reads and/or assembled genomes were analyzed in MLST 2.0^[3](#footnote3){ref-type="fn"}^ ([@B109]) and Ridom SeqSphere+ ([@B91]).

Pathogenome Make-Up and Virulence Complement of Stx (−) NSF O157:H7 and SF O157:NM {#S2.SS4}
----------------------------------------------------------------------------------

The virulence and antibiotic resistance complement was identified using VirulenceFinder^[4](#footnote4){ref-type="fn"}^ ([@B86], [@B87]), VDFDB ([@B37]) and ResFinder^[5](#footnote5){ref-type="fn"}^ ([@B234]; [@B98]). Prophages and plasmids were identified and distinguished from the core genomes using PHASTER ([@B237]; [@B8]) and PlasmidFinder^[6](#footnote6){ref-type="fn"}^ ([@B36]). Insertion sequence (IS) elements were identified and boundaries further manually curated using ISEScan ([@B226]) and Iceberg ([@B119]). Genomic islands (GI) were detected with IslandViewer4 ([@B19], [@B20]; [@B18]).

Comparison of Genome Architectures and Proteome Inventory in NSF O157:H7 and SF O157:NM {#S2.SS5}
---------------------------------------------------------------------------------------

To detect major structural changes in the genome architectures, sequences and gene inventories of closed chromosomes and plasmids were compared with BRIG (v0.95) ([@B1]) and by BLASTn/p against the non-redundant NCBI databases ([@B4]; [@B35]; [@B39]). BRIG visualization allowed to distinguish the core chromosome from accessory prophages and other MGEs ([@B1]), and further to catalog subtle polymorphisms among the carried plasmid types. To study the prevalence of the identified virulence gene complement of the core genome and carried pO157 plasmids, we used large-scale BLAST score ratio (LS-BSR) ([@B56]; [@B176]; [@B172]) with tBLASTn ([@B4]). For each of the proteins a BLASTp raw score was obtained for the alignment against itself (reference bit score) and the most similar protein (query bit score) in each of the genomes. The BSR value was calculated by dividing the query bit score by the reference bit score, resulting in a BSR value between 0.0 and 1.0. Proteins with a normalized BSR of \<0.4 were not considered homologous. The resulting BSR matrix or alternatively the percent identities from VirulenceFinder were visualized as heatmaps with Multiple Experiment Viewer (MeV) (v.4.8) ([@B175]).

Shiga Toxin Status, Stx-Phage Profiling and Visualization of Phage Insertion Sites {#S2.SS6}
----------------------------------------------------------------------------------

To confirm the absence of *stx* observed from the PCR pre-screen, reads and assembled genomes were analyzed *in silico* with VirulenceFinder ([@B86], [@B87]; [@B98]) and VFDB ([@B37]). The Stx subtypes carried by the *stx*-positive reference isolates EC4115 (*stx2a*, *stx2c*) and EDL933 (*stx1*, *stx2a*) were recorded as described in [@B182] and [@B10]. STEC strains can carry Stx1 and Stx2 toxins that come in different subtypes. In NSF O157:H7 and SF O157:NM host genomes, Stx-phages target preferential loci ([@B104]; [@B227]). For the comparative analysis of Shiga toxin-encoding bacteriophage insertion (SBI) sites in Stx (+) and Stx (−) O157:H7, we used intact gene sequences of the NADH quinone oxidoreductase (*wrbA*), the tRNA (*argW*) ([@B53]), transcriptional regulator (*yehV*) ([@B232]), exonuclease (*sbcB*) ([@B156]; [@B199]), *yecE* of unknown function ([@B191]), and oxidoreductase (Z2577) ([@B99]; [@B187]). Unoccupied SBI were defined as those strains that showed undisrupted BLASTn alignments when queried ([@B4]) against the O157:H7 genome assemblies. Unbiased of established phage insertion sites in O157:H7, boundaries and location of intact, partial or remnant prophages were further identified in PHASTER ([@B8]), and genome architectures of chromosomal Stx-phage insertion sites were comprehensively analyzed and visualized using Easyfig (v2.2.2) ([@B202]). For each of the strains, corresponding Stx-phage insertion loci found in *stx*-positive strains EC4115 (*stx2a* at *argW* and *stx2c* at *sbcB*) and EDL933 (*stx2a* at *wrbA*, *stx1* at *yehV*) served as reference. A fragment extended by a 2 kb extension on each side was extracted and compared by BLASTn ([@B4]).

Comparative Phylogenomics {#S2.SS7}
-------------------------

### Whole Genome Alignment (WGA) Phylogeny {#S2.SS7.SSS1}

The Stx (−) O157:H7 genomes sequenced in this study along with Stx (−/+) NSF O157:H7 and SF O157:NM genomes downloaded from NCBI GenBank ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}) and Stx (+) O157:H7 reference strain EC4115 ([@B53]) were used to construct a whole genome-based phylogenetic tree. The phylogeny was inferred from whole genome alignments (WGA) using Mugsy (v1.2.3) ([@B7]) and RAxML (v4.0) ([@B194]) with 100 bootstrap replicates. The tree was visualized in Geneious 2019 (v1.2.) ([@B94]) and decorated with strain-associated metadata in EvolView (v3) ([@B235]; [@B82]; [@B201]).

### Core Genome SNP Phylogeny {#S2.SS7.SSS2}

To compute a SNP phylogeny, we used a custom-built core genome (cg) SNP discovery pipeline described in more detail in [@B56], [@B53], [@B55], [@B172], and [@B80], which is implemented on the open-source web-based bioinformatics platform Galaxy ([@B77]). The chromosomal core was defined as the set of genic and intragenic regions that are not repeated, do not contain prophages, IS elements, GIs, or other mobile genome elements (MGEs), which evolve at different rates and therefore are not indicative of evolutionary relationships. These regions were determined in the designated closed reference *E. coli* O157:H7 strain EC4115 ([@B53]) as follows: Repeats with NUCmer (v3.22) ([@B44]), prophages with PHASTER ([@B237]; [@B8]), and IS elements with ISFinder ([@B192]), ISEScan (v1.7.1) ([@B226]), and ICEberg ([@B119]). The modular pipeline contains the following workflow steps: (i) SNP discovery and typing. When available, Illumina reads were used for read-based SNP discovery. Reads were aligned with BWA-MEM ([@B116]) to the designated reference genome EC4115. The resulting alignments were processed with Freebayes (v1.3.1) ([@B74]) with the following threshold settings: mapping quality 30, base quality 30, coverage 10, and allelic frequency 0.75. For contig-based discovery, PacBio-only assemblies and Illumina error-corrected PacBio assemblies were aligned to the reference EC4115 chromosome ([@B53]) using NUCmer, followed by SNP prediction with delta-filter and show-snps distributed with the MUMmer package ([@B44]; [@B129]). The resulting SNP panels for each of the query genomes were used for further processing; (ii) SNP validation and filtering. We used several SNP curation strategies detailed in our previous works ([@B53], [@B55]; [@B172]). Cataloged SNPs from each genome were merged into a single SNP panel and SNPs located within identified excluded regions were removed, as well as low quality alignments or misalignments, non-uniformly distributed regions, and InDels, as previously described ([@B149]; [@B145]; [@B55]). SNPs were further curated by extracting the surrounding 40 nucleotides (nt) for each predicted SNP in the reference genome, followed by BLASTn of these fragments against the query genomes ([@B4]). SNPs with missing information ("no hits") or multiple hits were filtered out, as well as ambiguous nucleotides; (iii) SNP annotation and chromosomal distribution. Allelic status and chromosomal position of SNPs were recorded. To account for the biological relevance of these point mutations, polymorphisms were classified into genic or intergenic by mapping the SNPs to the reference genome annotation ([@B128]; [@B28]; [@B114]; [@B172]). SNP-matrix tables were manipulated with Query Tabular Tool ([@B89]). In addition, we developed a genotyper tool to provide SNP statistics reporting on the number of individual genotypes in the phylogeny; (iv) SNP phylogeny. The curated panel of high quality SNPs served as basis for phylogenetic reconstruction by maximum parsimony with PAUP (v4.0a163) ([@B222]) with 100 bootstrap replicates. The majority rule consensus SNP tree was visualized in Geneious ([@B94]) and decorated with EvolView ([@B235]; [@B82]; [@B201]). Calculation of the consistency index (CI) in Mesquite ([@B126]) for each SNP allowed us to identify parsimony informative SNPs and flag homoplastic SNPs, as described in our previous works ([@B56], [@B53], [@B55]; [@B172]; [@B80]). This strategy was also used for the discovery of plasmid-borne SNPs referenced to closed pO157 and pSFO157 plasmids of strains EC4115 ([@B53]) and 3072/96 ([@B29]), respectively.

Laboratory Isolation of *stx*-Cured EHEC O157:H7 {#S2.SS8}
------------------------------------------------

Therapeutic use of certain antibiotics is known to induce Stx~2a~ phages ([@B83]; [@B134]; [@B236]; [@B239]; [@B224]; [@B132]; [@B225]; [@B5]; [@B164]). Strains were cured of *stx* by inducing the Stx-phages with Mitomycin C (MMC), a potent Stx~2a~ phage inducing agent that triggers the RecA-mediated SOS-response ([@B68]; [@B96]; [@B124]; [@B84]). Overnight cultures of O157:H7 strains EC4115, PA2, and PA11 were diluted to an OD~600~ of 0.05 and grown to an OD~600~ of 0.3--0.5 in fresh LB medium at 37°C. MMC, a light sensitive chemical, was added at a final concentration of 0.5 μg/ml and cultures were incubated for 6 h (37°C, 200 rpm) in the dark. To recover clones that lost the *stx*, cultures were serially diluted and plated on LB agar (37°C, 16 h). Plates with 100--300 colonies were selected and the colonies were blotted to a nylon membrane (GE Healthcare Amersham Hybond-N+). Colonies that lost both the *stx1* and *2* genes were detected after colony blot hybridization ([@B178]) with a DIG-labeled *stx*-specific probe using the PCR DIG Synthesis and DNA Labeling and Detection Kits (Roche). The probe consisted of a 255 bp fragment amplified with primers 5′- GGCACTGTCTGAAACTGCTCC-3′ and 5′-TCGCCAGTTATCTGACATTCTG-3′ ([@B165]) following the protocol for the Phusion High-Fidelity PCR Master Mix (Thermo Fisher Scientific) in a T100 Thermal Cycler (Bio-Rad). The absence of *stx* in the recovered clones was confirmed by PCR using *stx* and insertion site-specific primers using conditions developed for the Shiga toxin-encoding bacteriophage insertion site (SBI) assay ([@B189]; [@B21]; [@B182]).

Results and Discussion {#S3}
======================

LRT Sequencing of Stx (−) NSF O157:H7 and SF O157:NM Strains {#S3.SS1}
------------------------------------------------------------

In this study we sequenced the genomes of 14 NSF O157:H7 strains and one SF O157:H7 that are all characterized by absence of *stx*, the virulence hallmark of STEC. Isolates were analyzed along with 26 other Stx (±) NSF O157:H7 and SF O157:NM genomes available from NCBI GenBank ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). We re-sequenced the genome of SF O157:H7 strain LSU-61 to closure ([@B46]), a presumed intermediate (Clade 9.2.36) in the stepwise evolution model ([@B61], [@B62]; [@B221]; [@B114]; [@B85]; [@B106]), previously only available as draft ([@B170]). Genomes of EHEC O157:H7/NM are notorious for assembling into fragmented draft genomes by the more commonly used short-read technologies (SRTs) due to the homogeneous nature of lambdoid prophages content and other repeats. Contig breaks in STEC assemblies typically occur within Stx-phages producing numerous phage-related contigs, which hinders accurate Stx-phage profiling ([@B9]; [@B54], [@B53], [@B52]; [@B193]; [@B174]; [@B229]). In response, we used LRT sequencing ([@B50]) on the PacBioRS II platform ([@B102]; [@B40]; [@B110]; [@B120]; [@B41]; [@B188]; [@B2], [@B3]), followed by Illumina short read-error correction with Pilon ([@B217]). The resulting closed (or near-closed) genomes and plasmids ([Supplementary Table S2](#TS2){ref-type="supplementary-material"}) were subjected to high-resolution whole genome sequence typing (WGST), and provided the critical foundation to investigate the genomic basis of the strains' atypical Stx (−) status and to determine the phylogenomic position of these atypical Stx (−) isolates within the EHEC O157:H7/NM lineage.

Pathogenome Architecture and Virulence Profiles of Stx (−) NSF O157:H7 and SF O157:NM {#S3.SS2}
-------------------------------------------------------------------------------------

Alterations in genome size and architecture in EHEC O157:H7/NM are driven by the individual prophage complement, particularly Stx-phages ([@B9]; [@B53]; [@B172]; [@B188]) and dynamics of other MGEs ([@B53]; [@B230]; [@B195]; [@B209]). We compared the chromosomes of the Stx (−) NSF O157:H7 and SF O157:NM strains with BRIG ([@B1]) using Stx (+) strain EC4115 (*stx1*−, *stx2a*+, *stx2c*+) as reference ([@B53]). As evident in [Figure 1](#F1){ref-type="fig"}, we observed an overall genome-wide synteny of the chromosomal backbones of Stx (+) and (−) strains as has been previously established for this lineage ([@B53]). The strains belong to six distinct phylogenetic clades and the comparison highlights the spectrum of genomic variations that can be found in this lineage ([@B128]). The predicted chromosomal virulence and resistance gene complement was inferred from closed genomes ([Figure 2](#F2){ref-type="fig"}). None of the Stx (−) strains sequenced for this study encoded antibiotic resistance genes. The absence of *stx* determined by PCR-prescreen was confirmed *in silico* for all strains but HB6, which features an altered *stx2c* locus disrupted by IS insertion ([@B199]) ([Supplementary Figure S1](#FS1){ref-type="supplementary-material"}). Apart from the absence of *stx*, these Stx (−) NSF O157:H7 and SF O157:NM strains carried the full repertoire of chromosomal and plasmid virulence determinants found in Stx (+) representatives of this lineage ([@B115]; [@B111]). The *wt* progenitors and laboratory-cured LST strain pairs are indifferent in their virulence profiles. We note that *tccP*, a phage borne virulence determinant ([@B73]) and *espF* are present in all three *wt*/LST strain pairs, but were found fragmented on several contigs in the respective draft genome. All strains were positive for the locus of enterocyte effacement (LEE) pathogenicity Island (PI) when testing for the presence of *eae* ([@B233]; [@B45]; [@B92]) and negative for bundle-forming pilus (*bfp*−), a fimbrial adhesin ([@B76]) common in EPEC strains. Although the *eae* gene is a virulence trait shared with EPEC, which can carry a variety of *eae* alleles, all Stx (−) NSF O157:H7 and SF O157:NM strains carried the characteristic γ-intimin allele ([@B133]; [@B27]) and LEE PI ([@B161]; [@B63]). Thus, these strains are either progenitors that gave rise to EHEC O157:H7/NM upon acquisition of Stx-phages ([@B106]; [@B186]), or alternatively are O157:H7/NM strains, which secondarily lost *stx* ([@B66]; [@B23]).

![Genome architecture of Stx (±) NSF O157:H7 and SF O157:NM. Whole chromosome BRIG analysis of the genome architecture and phage inventory of the Stx (±) strains examined and referenced to the 5,572,075 bp genome of O157:H7 strain EC4115 shown in the outermost circle. The LEE-island and phage inventory are annotated, and Stx-phages are highlighted in red. Query genomes are plotted on each circle as shown in the legend. The order of genomes on each ring reflects phylogenomic position according to the stepwise model of O157:H7 evolution. Different color codes of the circles represent clade association as shown in the legend. GC-content and GC-skew of the reference are depicted in the two innermost circles, respectively.](fmicb-11-00619-g001){#F1}

![Chromosomal virulence gene inventory of Stx (±) NSF O157:H7 and SF O157:NM. Predicted virulence genes in each sampled genome were identified with VirulenceFinder ([@B86]; [@B98]). Identities for each gene are visualized in a heatmap using MeV ([@B175]). The order of query chromosomes reflects the phylogenomic position in the stepwise model of O157:H7 evolution. Besides the absence of Stx-phages or disruption of *stx* genes, the sampled *stx* (--) strains resemble the virulence profile of Stx (+) O157:H7/NM. Stars indicate the fragmentary status of the *tccP* and *espF* loci in the respective draft genomes.](fmicb-11-00619-g002){#F2}

Comparative Phylogenomics {#S3.SS3}
-------------------------

*In silico* clade typing ([@B128]) assigned the Stx (−) NSF O157:H7 and SF O157:NM strains into five distinct clades (3, 5, 7, 8, and 9), indicative of evolutionary independent *stx* loss ([@B107]) ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). To place the strains in the broader context of the O157:H7 stepwise evolutionary model ([@B61]; [@B221]; [@B114]; [@B170]; [@B85]; [@B106]), we established a robust phylogenomic framework by constructing phylogenetic hypotheses based on WGA and *de novo* SNP discovery including representative *stx*-positive NSF O157:H7 and SF O157:NM strains ([@B53]; [@B172]). The phylogenies show that the NM-phenotypes arose through two independent evolutionary events ([Figure 3](#F3){ref-type="fig"} and [Supplementary Figure S2](#FS2){ref-type="supplementary-material"}). In all analyzed SF O157:NM clade 9 isolates the NM-phenotype ([@B59]; [@B12]) is caused by a 12-bp deletion in *flhC*, the master regulator of flagellar biosynthesis ([@B143]). However, the non-motile NSF O157:NM clade 7 strain EPEC_287 ([@B63]) did not have this particular mutation. Instead, it features a strain-specific nsSNP in the flagellar hook length control gene *fliK* at position 616 (CCG \> TCG) resulting in a (206; *P* \> *S*) transition from non-polar proline to polar serine ([Supplementary Table S3](#TS3){ref-type="supplementary-material"}). Such a *P* \> *S* transition, yet at another genic position, has previously been linked to altered flagellar protein secretion ([@B213]). Further structural analysis of FliK in *E. coli* including diverse bacteria suggests functional conservation at this particular position ([@B130]). To determine the genetic relationships of the individual isolates at a higher level of phylogenetic accuracy and resolution, we performed a cgSNP analysis using a custom developed SNP discovery and validation pipeline described in detail in our previous works ([@B56], [@B53]; [@B172]; [@B80]). Comparison of the chromosomes yielded a total of 7,673 high-quality SNPs, of which 4,109 were parsimony informative. The resulting maximum parsimony (MP) tree using PAUP (v4a163) ([@B222]) with 100 bootstrap replicates shows bootstrap supports greater than 90 for the majority of nodes ([Figure 3](#F3){ref-type="fig"}). As evident in both the WGA- and SNP-phylogenies, the tree topology corroborates with the phylogenetic clade placement and mirrors the general understanding of the stepwise evolutionary model of O157:H7 from an EPEC O55:H7 progenitor ([@B61]; [@B221]; [@B113], [@B114]; [@B170]; [@B85]; [@B106]). The phylogenomic position of LSU-61 is consistent with its proposed intermediate status between O55:H7 and the divergent NSF O157:H7 and SF O157:NM branches.

![Core genome SNP phylogeny of Stx (±) O157:H7 and SF O157:NM. Comparison of 40 (LST--) EHEC O157:H7 and SF O157:NM genomes and two ancestral EPEC O55:H7 yielded a total of 7,673 SNPs ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}), of which 4,109 were parsimony informative. The tree shown is the majority-consensus tree of 281 equally parsimonious trees with a CI of 0.98. Trees were recovered using a heuristic search in PAUP ([@B222]) with 100 bootstrap replicates. The tree was visualized in Geneious ([@B94]) and decorated with strain-associated metadata in EvolView ([@B235]; [@B82]), such as clade assignment, Stx-, SF-, and GUD-status. As evident from comparing the topology to the WGA tree ([Supplementary Figure S2](#FS2){ref-type="supplementary-material"}), major clusters are mirrored. The tree topology partitions the isolates into distinct phylogenetic clusters that are in accordance with the stepwise model of EHEC O157:H7/NM evolution from an EPEC O55:H7 progenitor.](fmicb-11-00619-g003){#F3}

Comprehensive Analysis of Stx-Phage Occupation Status in Stx (±) SF O157:NM and NSF O157:H7 {#S3.SS4}
-------------------------------------------------------------------------------------------

Long-read technology provided complete prophage sequences and chromosomal context and was instrumental for accurate Stx-phage profiling ([@B193]; [@B229]; [@B188]; [@B78]) ([Figure 1](#F1){ref-type="fig"}). Several Stx-phages integration sites have been established in O157:H7 ([@B104]). Stx~2a~-phages preferentially target the NAD(P)H dehydrogenase *wrbA* and tRNA *argW* genes, both of which can be simultaneously occupied ([@B53]; [@B172]). Stx~1~- and Stx~2c~-prophages preferentially target the NADH quinone oxidoreductase *yehV* ([@B232]) and transcriptional regulator *sbcB* ([@B199]), respectively ([Figure 1](#F1){ref-type="fig"}), though other insertion sites are known. The boundaries and location of Stx-phages were identified by PHASTER ([@B8]), unbiased from documented EHEC phages insertions sites, and loci comprehensively analyzed and visualized in Easyfig ([@B202]). To represent the evolved and ancestral Stx-phage insertion states as per the stepwise model of evolution ([@B61]; [@B221]; [@B114]; [@B170]; [@B85]; [@B106]), we used *stx*-positive strains EC4115 (*stx2a* at *argW*, *stx2c* at *sbcB*) ([@B53]) and EDL933 (*stx1* at *yehV*) ([@B162]) and stx-negative EPEC O55:H7 strain RM12579 ([@B106]) as references. As shown in [Supplementary Figures S3](#FS3){ref-type="supplementary-material"}--[S6](#FS6){ref-type="supplementary-material"}, a fragment corresponding to these insertion loci, extended by 2 kb on each side, was compared by BLASTn ([@B4]). If a locus is found unoccupied in Stx (−) NSF O157:H7 or O157:NM strains, it may be indicative of secondary loss of the Stx-phage or *stx locus* ([@B185]; [@B58]; [@B100]; [@B220]; [@B22]; [@B170]; [@B85]), or alternatively this insertion site was never targeted by Stx-phages. BLASTn comparisons of the complete Stx-phage genomes visualized in Easyfig ([@B202]) show largely syntenic and conserved Stx-phage architectures. As previously mentioned, strain HB6 showed a false negative *stx* PCR reaction. Genomic analysis revealed that *stx* in HB6 is disrupted by insertion sequence IS*629*, which affected the binding of the generic *stx* PCR primer, and probably renders the *stx* gene non-functional ([Supplementary Figure S1](#FS1){ref-type="supplementary-material"}) ([@B199]). As evident in [Supplementary Figures S3](#FS3){ref-type="supplementary-material"}--[S6](#FS6){ref-type="supplementary-material"} all Stx (−) strains examined are devoid of complete Stx-phages. The laboratory-cured LST strains showed complete loss of Stx-phages at respective Stx-phage insertion sites when compared to the *wt* strains \[EC4115: *stx2a* (*argW*), *stx2c* (*sbcB*); PA2: *stx2a* (*argW*); PA11: *stx2a* (*wrbA*)\]. The *sbcB* locus ([Supplementary Figure S4](#FS4){ref-type="supplementary-material"}) of strain CV261 is occupied by a phage showing homology to the 5′ and 3′ regions of the EC4115 Stx~2c~-phage, which may suggest a deletion of the *stx*-containing region, as observed in the 2006 Spinach outbreak isolates ([@B53]). By contrast, phages were detected in the majority of sampled strains occupying the *yehV* locus ([Supplementary Figure S5](#FS5){ref-type="supplementary-material"}). Comparison to the reference Stx~1~-phage of EDL933 shows partial homology but also extended dissimilar regions. It is thus unclear whether these phages are related to Stx-phages that lost *stx* or are part of the *stx*-negative phage complement of O157:H7/NM. Our profiling of phage insertion loci in closed genomes of Stx (−) strains allowed us to identify different and mechanistically unrelated scenarios[,]{.ul} from complete absence of Stx-phages to a more confined loss or disruption of the *stx* locus by IS*629* ([@B53]). This element plays a major role in shaping the STEC population structure ([@B157]; [@B230]; [@B195]; [@B209]) including Stx-phage diversification ([@B53]; [@B181]; [@B229]; [@B172]).

Plasmid Inventory of Stx (−) SF O157:NM and NSF O157:H7 Strains {#S3.SS5}
---------------------------------------------------------------

Virulence plasmids play an important role in O157:H7/NM pathogenicity ([@B90]; [@B117], [@B118]). LRT sequencing enabled us to close plasmids for a detailed comparison of architectures and gene inventories ([@B78]). In the majority (8/12) of Stx (−) strains we detected plasmids ([Supplementary Table S2](#TS2){ref-type="supplementary-material"}). The lineage-specific pO157 plasmid ([@B33]) was present in seven strains while the larger variant pSFO157, characteristic for SF O157:NM ([@B29]; [@B169]), was found in NSF O157:H7 strain LSU-61 ([@B46]) ([Figure 4](#F4){ref-type="fig"}). The latter also carries a small 37-kb plasmid with partial homology to pEC4115, described by our group as a distinguishing feature of the 2006 spinach outbreak isolates from Maine ([@B53]). To support the comprehensive analysis of recovered plasmids in the context of O157:H7/NM evolution ([@B61]; [@B221]; [@B114]; [@B170]; [@B85]; [@B106]), we included genomes of respective plasmid types downloaded from NCBI GenBank, focusing on closed plasmids ([@B81]; [@B162]; [@B29]; [@B105]; [@B53]; [@B169]; [@B110]; [@B63]; [@B41]; [@B57]; [@B13]). Altogether, the analyzed plasmid set represents the phylogenetic diversity that can be found in O157:H7 as delineated from the clade assignment that evaluates plasticity only in chromosomal markers ([@B128]) ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). The three major plasmid types were individually analyzed by BLASTn/BLASTp ([@B35]; [@B39]) and visualized in BRIG ([@B1]). The largest 121-kb pSFO157 plasmid is characteristic of SF O157:NM ([@B63]) strains isolated mostly in Europe ([@B29]; [@B48]; [@B66]; [@B34]). Further, in strain G5101 (GUD+, s7/ST-65), we found the 94-kb pO157 plasmid of O157:H7 ([@B33]; [@B127]; [@B118]; [@B53]) and a distinct, slightly smaller 89,762-kb variant, termed pO157_2, which is highly related to the other two but not ancestral to pO157 ([@B169]) ([Figures 4](#F4){ref-type="fig"}--[6](#F6){ref-type="fig"}). We further detected a larger variant (+4,629 kb) of pO157_2 in strain PV15-279 ([@B154]), which is larger than the one in G5101 due to the insertion of three mobile elements (IS*66*, and 2× copies of IS*629*), while G5101 codes for an additional transposase ([Supplementary Figure S7C](#FS7){ref-type="supplementary-material"}). Virulence determinants shared by these plasmids include enterohemolysin (*ehxA*) ([@B184]; [@B26]) and a type II secretion system ([@B25]) encoded by the *hlyCABD* and *etp* operons, respectively ([Figures 4](#F4){ref-type="fig"}--[6](#F6){ref-type="fig"}). Both of the latter operons were absent in pSFO157 of strain 258/98-1 from Czechia, as it was truncated (79 kb) due to a 41,534-bp deletion caused by homologous recombination, resulting in the loss of *hly* and *etp* operons ([@B13]). Consistent with the fact that SFO157 strains do not produce enterohemolysin. Complete pSFO157 sequences have been published from SF O157:NM strains isolated from Germany, Czechia, and Scotland, and include strains 3072/96 ([@B29]), 258/98-1 ([@B13]), 493-89 ([@B93]; [@B170]), and H2687 ([@B170]), though these strains are prevalent in other European countries ([@B48]; [@B66]; [@B34]). Here we compare the architecture and content of these European-sourced pSFO157 plasmids to the sole North American representative detected in strain LSU-61. This plasmid was determined at 119,161 bp, encoding for 153 CDS. When compared to the 3072/96 pSFO157 reference plasmid ([@B29]), we identified two InDel regions that account for the plasmid size difference of 2,078 bp, both of which are associated with IS elements ([Supplementary Figure S7](#FS7){ref-type="supplementary-material"}). Similar to the role of phages in microevolution and emergence of sublineages ([@B157]; [@B53]; [@B230]; [@B195]; [@B181]; [@B209]; [@B229]; [@B172]), mobile elements are also major drivers of plasmid diversification and are responsible for the observed differences in pSFO157 plasmid size. InDel-1 is located within the boundaries of transposable element Tn*2501* ([@B140]) present in the LSU-61 and 3072/96 plasmids, though the LSU-61 variant is 400 bp larger ([Supplementary Figure S7A](#FS7){ref-type="supplementary-material"}). The likely intact 3,815 bp transposon of LSU-61 shares a 100% coverage and 99.5% sequence similarity to respective loci on bovine *E. coli* plasmids of strains GB089-pCFSAN004181P (CP012499) and a serogroup O168 strain 09-00049-pCFSAN004180G (CP012500), while in 3072/96 this InDel results in an N-terminal truncated transposase and recombinase. Altogether this suggests an ancestral status of LSU-61 and secondary decay in the pSFO157 plasmids from 3072/96, 493/89, and H2687, provided additional evidence for its intermediate status ([@B61]). To the contrary, LSU-61 lacks a nested mobile element of 2,080 bp comprised of IS*30*/I*S911* ([Supplementary Figure S7B](#FS7){ref-type="supplementary-material"}). Plasticity in the transfer machinery accounts for the observed variation in plasmid size of pSFO157, pO157, and pO157_2 ([@B65]). The pSFO157 plasmid found in SF O157:NM strains resembles most closely the conjugal transfer region of the F-plasmid ([@B67]), with deletions in the conjugal transfer machinery (*traP*, *trbD trbG*, and *traV*) mediated by IS insertions. All plasmids share the F-plasmid leading region (*yccB-parB*). However, compared to the ancestral pSFO157 state, both pO157 and pO157_2 secondarily lost parts of the extensive transfer machinery and flanking regions, yet to a different extent: pO157 lacks the entire transfer region between *parB* and *traX*, while pO157_2 retains transfer genes (*traM-K*). The corresponding region in both pO157 and pO157_2 carries *toxB* ([@B203]) nested between IS elements (IS*3*, IS*21*, and IS*629*) ([Figure 6](#F6){ref-type="fig"}). Both pO157/pO157_2 also feature a truncated *traI* locus neighboring *traX*. Plasmid pSFO157 is further distinguished from pO157 and pO157_2 by the Sfp fimbriae encoded by the *sfpAHCDJFG* operon ([@B30]), which functions as adhesin in SFO157 ([@B148]) ([Figure 6](#F6){ref-type="fig"}) and is also present in O165:H25/NM strains ([@B25]). In contrast, pSFO157 lacks the catalase peroxidase KatP ([@B31]) and the serine protease EspP ([@B32]), present in both pO157_2 and pO157. In the truncated pSFO157 variant 258/98-1 the deletion of a 41,534 bp region via homologous recombination resulted in the loss of *hly* and *etp* operons ([@B13]). Referenced based SNP discovery using SF O157:NM strain 3072/96 ([@B29]) identified a total of 38 SNPs within pSFO157-type plasmids. LSU-61 features 34 strain-specific SNPs on its plasmid, which corroborates with its distinct phylogenetic position ([Figure 3](#F3){ref-type="fig"} and [Supplementary Figure S2](#FS2){ref-type="supplementary-material"}). The majority of SNPs previously reported by [@B169] were confirmed, though three were rejected during QC ([Supplementary Table S6](#TS6){ref-type="supplementary-material"}).

![Comparison of the three major virulence plasmid variants. BRIG analysis of plasmid architecture and gene inventory of the three established virulence plasmid variants inferred from representative closed plasmids. Respective gene inventories are referenced to the largest 121-kb pSFO157 variant of strain 3072/96 ([@B29]) shown on the outermost circle. CDS of reference plasmid are presented as purple arrows and functional annotation for loci of importance are depicted in the legend. The *finO* gene defines the origin of replication and is the designated pSFO157+1 start site. Query plasmids are plotted on each circle as shown in the legend and the order reflects phylogenomic position according to the stepwise model of O157:H7 evolution. Different color codes of the circles represent distinct plasmid types: Plasmid pSFO157 present in SF O157 strains (blue) H2687, 493-89, 258/98-1 (a 79-kb truncated variant), and O157:H7 strain LSU-61 (burgundy); and the O157:H7 plasmid types pO157 and pO157_2 from EC4115 (orange, 94,644 kb) and G5101 (red, 89,762 kb), respectively. Major differences are associated with MGEs highlighted in gray. The gene inventory of pSFO157 is distinguished from pO157 and pO157_2 by the presence of the Sfp fimbriae and an incomplete F-plasmid like conjugal transfer machinery, which accounts for the one-third larger pSFO157 plasmid size. The *hly* and *etp* operons in pSFO157-258/98-1 from the Czech Republic was lost as part of a 41,534 bp fragment via homologous recombination. GC-skew and -content of the pSFO157 3072/96 reference plasmid are depicted in the two innermost circles, respectively.](fmicb-11-00619-g004){#F4}

![Comparison of virulence plasmid variants referenced to pO157. **(A)** BRIG visualization ([@B1]) of plasmid architectures and gene inventories comparing the three major virulence plasmid variants. Only draft sequences were available for clades 4 and 6 plasmids, while closed molecules represent all other plasmids. Plasmids recovered and sequenced in this study were complemented by O157:H7 and SF O157:NM plasmid sequences retrieved from GenBank, and referenced to the 94-kb pO157 plasmid type of strain EC4115, shown on the outermost circle. CDS are presented as purple arrows and functional annotation for loci of importance are depicted in the legend. The *finO* gene defines the *ori* in the reference and is designated as the +1 start site. The order of query genomes plotted in the circle reflects their respective clade association from 1 to 9 as indicated by the colored boxes in the legend. We used the pO157 plasmids of strains EDL933 and WS4202 as reference, the latter is 636 bp larger ([@B110]). Major differences are associated with MGEs, highlighted in gray. GC-content and -skew of the pO157 EC4115 reference plasmid are depicted in the two innermost circles, respectively. **(B)** SNP-derived phylogeny of three virulence plasmid types. The tree was recovered using a heuristic search in PAUP ([@B222]) with 500 bootstrap replicates, and visualized in Geneious ([@B94]). The vertical gray bar indicates the plasmid variant and the colored boxes reflect the clade as shown in the legend.](fmicb-11-00619-g005){#F5}

![Virulence gene inventory of NSF/SF O157:H7/NM plasmids. Virulence genes were identified in pSFO157, pO157, and pO157_2 plasmid variants in representative strains 3072/96 ([@B29]), EC4115 ([@B53]), and G5101 ([@B169]) with VirulenceFinder ([@B86]; [@B98]). Respective proteins were compared with Large-Scale Blast Score (LS-BSR) analysis ([@B176]) and BSR values for each protein were visualized in a heatmap using MeV ([@B175]). Query plasmids are ordered based on their phylogenomic position in the stepwise model of evolution, as shown in the legend. Values range from 0 (blue, absent) to 1 (yellow, identical). As evident in the resulting virulence profile, the gene inventory of pSFO157 is distinguished from pO157 and pO157_2 by the absence of *katP*, *etpP*, and *toxB* and conversely, by the presence of the Sfp fimbriae and an incomplete F-plasmid like conjugal transfer machinery, which account for the one third larger pSFO157 plasmid size. See also [Figures 4](#F4){ref-type="fig"}--[6](#F6){ref-type="fig"} for plasticity in plasmid architectures.](fmicb-11-00619-g006){#F6}

Correlation of Detected Plasmid Genotypes and Stepwise Evolutionary Model {#S3.SS6}
-------------------------------------------------------------------------

The application of LRT sequencing allowed us to accurately assemble six pO157- and one pSFO157-type plasmid to closure that complement the relatively few closed O157:H7/NM virulence plasmids deposited in NCBI GenBank. This sequence base opened an avenue to investigate whether pSFO157 and pO157 plasmids and the chromosomes evolve in parallel and how the individual plasmid genotypes relate to the stepwise model of evolution ([@B61]; [@B221]; [@B114]; [@B170]; [@B85]; [@B106]). This plasmid set now encompasses a wide phylogenetic space as delineated from chromosomal based clade assignment ([@B128]) ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). In [Figure 5](#F5){ref-type="fig"}, we plotted the closed plasmid types according to their phylogenetic position in the stepwise emergence of O157:H7 ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}). As evident in [Figure 5](#F5){ref-type="fig"}, we observed a stable evolutionary relationship between the host chromosome delineated clade and respective carried plasmid genotype. We note here that although these plasmids carry different portions of the conjugal transfer machinery, neither type is considered to be transferable on its own due to the absence of a functional *traB* gene. This locus is critical for F pilus assembly and is either truncated (41%) in pSFO157 and pO157_2 or absent in pO157 ([@B95]; [@B65]). Comprehensive analysis of these on average 94-kb plasmids ([Figure 5](#F5){ref-type="fig"}) showed that InDels are mostly associated with mobile insertion elements, but also other loci dispersed throughout the plasmid (e.g., pseudogene *insF-hp*), some of which are clade-defining signatures in plasmids (e.g., clade 3). IS elements have been utilized for chromosomal and also Stx-phage subtyping in O157:H7 ([@B53]; [@B230]; [@B195]; [@B209]). The mosaic-like composition of the large pO157 virulence plasmid types, as reflected by carriage of a number of replication-associated genes and mobile genetic elements driving plasmid diversification, clearly suggests complex evolutionary origins resulting in distinct coding capacity and architectures. In this study, we identified ancestral and derived plasmid characteristics that opens the avenue for refined assay development in support of established chromosomal typing schemas ([@B171]). The pSFO157, pO157, and pO157_2 plasmids are related, though the latter was found to be non-ancestral to pO157 ([@B169]) ([Figures 4](#F4){ref-type="fig"}, [5](#F5){ref-type="fig"}). To further elucidate the genetic relationships of the three distinct pSFO157, pO157, and pO157_2 variants, we performed SNP discovery in 54 representative plasmids. The tree was inferred from 87 SNPs, of which 37 are parsimony informative ([Supplementary Table S7](#TS7){ref-type="supplementary-material"}). The resulting topology places the plasmid variants at distinct phylogenetic positions, and further clearly shows that the overall plasmids cluster in accordance to their chromosomally inferred clade type ([Figure 5B](#F5){ref-type="fig"}). Some of these SNP signatures were found to be clade specific ([Supplementary Table S7](#TS7){ref-type="supplementary-material"}). Altogether, our genotypic data from this limited sample suggests a stable relationship between the bacterial chromosome and carried virulence plasmids in NSF O157:H7 and SF O157:NM strains. We also investigated the prevalence, gene inventory and structural organization of pEC4115 by BRIG comparison ([@B1]) to related *Escherichia* and *Salmonella* plasmids, as determined by BLASTn-inferred nucleotide sequence similarities ([@B4]). We detected this plasmid in LSU-61 and strains (FDAARGOS293, FRIK2455, SS17, 144 and 155) ([Supplementary Figure S8](#FS8){ref-type="supplementary-material"}). This relatively small 37,452 bp plasmid was sequenced previously by our group and identified as a distinguishing feature of the 2006 O157:H7 spinach outbreak isolates from Maine ([@B53]). Noteworthy, it carries a number of conjugal transfer genes; however, these genes are unrelated to the *tra* machinery on pSFO157, and to remnant systems in pO157 and pO157_2.

Comparison of Accuracy From NGS Short- and Long-Read Technology {#S3.SS7}
---------------------------------------------------------------

As evident from our analysis of the Stx-occupation status, closed genomes are key for detailed comparison of structural and genetic polymorphisms ([@B188]). We further used the Illumina and PacBio data set to investigate the SNP accuracy as inferred from NGS short- and long-read data. Using read- and contig-based workflows in Galaxy for reference-based SNP discovery against EC4115 (clade 8.32) ([@B172]), we comprehensively analyzed SNP prediction accuracy in clade 7.29 strains CV261, MA11, MA7638, and clade 3.12 strain TT12B ([@B58]). The SNP discovery was performed on four NGS data sets: Illumina reads, Illumina assemblies, PacBio assemblies, and in addition Illumina error-corrected PacBio assemblies in Pilon ([Supplementary Table S1](#TS1){ref-type="supplementary-material"}) ([@B217]). The total number of predicted unique SNPs inferred from NGS short- and long-read sequence data is 1117 with a range between 1064 (PacBio assembly) and 1096 (Illumina reads) with a standard deviation of 12.97 ([Supplementary Table S4](#TS4){ref-type="supplementary-material"} and [Figure 7](#F7){ref-type="fig"}). The effect on coding capacity of predicted SNPs is summarized in [Supplementary Table S5](#TS5){ref-type="supplementary-material"}. The Pilon error-corrected PacBio assemblies show only minimal changes when compared to the PacBio only assemblies with a deviation in predicted SNP numbers of 1.41. As evidenced in [Figure 8](#F8){ref-type="fig"}, all four analyzed NGS datasets provide a robust basis for phylogenetic studies and all trees transport the identical phylogenetic information. The CI index can be an indication of a highly accurate tree and was examined for each individual SNP in the four NGS datasets ([@B55]). The CI for SNP prediction from Illumina and error-corrected PacBio assemblies is 1. As shown in [Supplementary Table S4](#TS4){ref-type="supplementary-material"}, a single SNP in the PacBio only assembly has a CI \< 1, while three SNPs with CI \< 1 were recorded from discovery in Illumina reads. Among the latter, three SNPs were called in Illumina reads only, thus the remaining 40 SNPs only predicted from Illumina reads are considered high-quality SNPs with a CI of 1. Overall, our data suggest that while Illumina read data can provide additional and phylogenetically relevant SNPs, error correction of long-reads by Illumina reads is optional.

![SNP prediction accuracy from short and long-read NGS sequence data. Predicted SNPs for each of the four NGS sequence data sets are plotted according to the position in the reference chromosome EC4115. SNP deserts correlated with the identified and excluded mobilome and repeat regions.](fmicb-11-00619-g007){#F7}

![SNP statistics from NGS short- and long-read sequence data. The trees shown are the majority-consensus trees of equally parsimonious trees inferred from all four NGS sequence data sets. Trees were recovered using a heuristic search in PAUP ([@B222]) with 500 bootstrap replicates and each of the computed trees features an overall CI value \> = 0.997. The numbers in the pair-wise distance matrices represent percent identity of bases, which are identical. The trees were visualized in Geneious ([@B94]) and decorated with strain-associated metadata in EvolView ([@B235]; [@B82]), such as clade assignment and metabolic properties. As evident when comparing the tree topologies and statistics, all NGS datasets provide a robust basis for phylogenetic studies and carry the identical phylogenetic information.](fmicb-11-00619-g008){#F8}

Conclusion {#S4}
==========

Taken our findings together, this study highlights the utility of LRT for advancing our understanding of the EHEC O157:H7/NM pathogenome evolution. The generated long-read data was critical to put these atypical Stx (−) strain into the phylogenomic context of the stepwise evolutionary model for O157:H7/NM ([@B61]; [@B221]; [@B113], [@B114]; [@B85]; [@B106]). Availability of closed genomes recovered through LRT allowed us to describe the underlying genomic basis and evolutionary scenarios for the absence, acquisition and loss of *stx*. Analysis of the closed virulence plasmids showed a strong correlation between plasmid genotypes and chromosomally inferred clades ([@B128]), which may indicate coevolution of the chromosome and carried plasmids. Accessory plasmids may get lost during laboratory cultivation or are often only recovered in fragments by SRT. Typing efforts are thus often focused on stable chromosomal markers ([@B228]; [@B128]); however, our data suggest that plasmid information is valuable to complement chromosomal markers and further refine the stepwise model. Insight into the strain-to-strain plasticity in the pathogenome and pathotypes of Stx (−) and (+) NSF/SF O157:H7/NM strains is foundational to improve risk assessment, biosurveillance and prevention strategies ([@B51]; [@B219]).
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###### 

Comparison of Stx~2c~-prophages in strains EC4115 and HB6. The boundaries of the Stx~2c~-phage inserted at the *sbcB* locus were identified in strain HB6 using PHASTER ([@B8]). Phage architecture and gene inventories were compared to the corresponding locus in Stx~2c~-positive strain EC4115 ([@B53]) by BLASTn and visualized in Easyfig ([@B202]). Comparison revealed disruption of the *stx* locus in HB6 by IS629 insertion. Arrows represent predicted CDSs and gray shaded regions connect homologous sequences. Core chromosome genes flanking the phage are colored in teal. Functional annotations of predicted phage genes are shown in the legend.

###### 

Click here for additional data file.

###### 

Whole genome phylogeny of Stx (±) NSF O157:H7 and SF O157:NM. Genomes of 40 Stx (−) NSF O157:H7 and SF O157:NM and two progenitor EPEC O55:H7 strains, 15 of which were sequenced for this study, were aligned with Mugsy ([@B7]). The phylogenetic tree with representative strains for all nine established phylogenetic clades was inferred using RAxML with a 100 bootstrap replicates ([@B170]). The majority consensus tree was visualized in Geneious ([@B94]) and decorated with strain-associated metadata in Evolview ([@B235]; [@B82]). The tree topology partitions the isolates into distinct phylogenetic clusters that corroborate with the stepwise model of O157:H7 evolution from an EPEC O55:H7 progenitor. Stx (−) strains examined clustered with NSF O157:H7 and SF O157:NM, indicative of their evolutionary independent Stx-phage or *stx* loss.
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Click here for additional data file.

###### 

Comparison of Stx-phage occupation status at the *wrbA* locus. Easyfig comparison ([@B202]) of *wrbA*, a preferred target locus for Stx~2a~-phage insertion. A fragment extended by 2 kb on each side of corresponding *wrbA* loci was extracted and compared by BLASTn ([@B4]). Comparison of the reference Stx~2a~-phage locus in strain EDL933 ([@B162]) and sampled Stx (−) O157:H7 strains reveals unoccupied *wrbA* loci. Arrows represent predicted CDSs and gray shaded regions connect homologous sequences. Core chromosome genes flanking the phage are colored in teal. Functional annotations of predicted phage genes are shown in the legend.
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Click here for additional data file.

###### 

Comparison of Stx-phage occupation status at the *sbcB* locus. Easyfig comparison ([@B202]) of *sbcB*, a preferred target locus for Stx~2c~-phage insertion. A fragment extended by 2 kb on each side of the corresponding *sbcB* loci was extracted and compared by BLASTn ([@B4]). Comparison between the Stx~2c~-phage locus in EC4115 ([@B53][)]{.ul} and sampled Stx (−) strains reveals unoccupied *sbcB* loci with the notable exception of strain CV261 that carried phage remnants. Arrows represent predicted CDSs and gray shaded regions connect homologous sequences. Core chromosome genes flanking the phage are colored in teal. Functional annotations of predicted phage genes are shown in the legend.
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Click here for additional data file.

###### 

Comparison of Stx-prophage occupation status at the *yehV* locus. Easyfig comparison ([@B202]) of *yehV*, a preferred target locus for Stx~1~-phage insertion. A fragment extended by 2 kb on each side of the corresponding *yehV* loci was extracted and compared by BLASTn ([@B4]). Comparison between the reference Stx1-phage locus in EDL933 ([@B162]) and sampled Stx (−) strains reveals prophage sequences at *yehV* for the majority of strains, while this locus is unoccupied in TT12B and LSU-61. Arrows represent predicted CDSs and gray shaded regions connect homologous sequences. Core chromosome genes flanking the phage are colored in teal. Functional annotations of predicted phage genes are shown in the legend.
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Click here for additional data file.

###### 

Comparison of Stx-prophage occupation status at the *argW* locus. Easyfig comparison ([@B202]) of *argW*, a preferred target locus for Stx~2a~-phage insertion. A fragment extended by 2 kb on each side of the corresponding *argW* loci was extracted and compared by BLASTn ([@B4]). Comparison between the reference Stx~2a~-phage locus in EC4115 ([@B53]) and sampled Stx (−) strains reveals unoccupied *argW* loci. Arrows represent predicted CDSs and gray shaded regions connect homologous sequences. Core chromosome genes flanking the phage are colored in teal. Functional annotations of predicted phage genes are shown in the legend.
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###### 

Length polymorphisms in plasmid pSFO157 of LSU-61 and 3072/96. Plasmid architecture and gene inventories were compared with Mauve ([@B43]), and respective annotations mapped in Geneious ([@B126]). IS elements are a major driver and hotspots for pSFO157 and pO157_2 plasmid diversification. The pSFO157 plasmid of strains LSU-61 and 3072/96 differs by 2,078 bp, **(A)** InDel-1 is located within the boundaries of a Tn*2501* element resembling the 400 bp larger ancestral variant in LSU-61. **(B)** To the contrary, LSU-61 lacks a nested composite IS30/IS911 element of 2,080 bp. **(C)** InDels in pO157_2 of strains G5101and PV15-279, all of which are associated with insertion sequences.
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###### 

Comparison of pEC4115 with phylogenetically related plasmids. BRIG analysis of the plasmid architecture and gene inventory of pEC4115 and related *Escherichia* and *Salmonella* plasmids, as determined by BLASTn inferred nucleotide sequence similarities ([@B4]). Respective gene inventories are referenced to the 37,452 bp pEC4115 plasmid in the outermost circle. CDS are shown as purple arrows and the functional annotation of loci of importance are depicted in the legend. The order of plasmids on each ring reflects the sequence similarity of query plasmids as reported by BLASTn and circle colors identify plasmid source as shown in the legend. Depicted plasmids show a considerable range in plasmid size from 34,276 bp (*E. coli* O103 FHI21) to 65,419 bp (*Salmonella enterica*). Only plasmids from SS17, and human fecal isolates O181:H49 2014C-3097 and O103 FHI21 show homology to the pEC4115 origin of replication. Noteworthy, the pEC4115 plasmid also codes conjugal transfer genes. GC-skew and GC-content of the pEC4115 reference plasmid are depicted in the two innermost circles, respectively.
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Strain associated metadata of isolates investigated in this study.
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